Capecitabine is selectively converted from 5′-DFUR to 5-fluorouracil (5-FU) in tumours by thymidine phosphorylase (TP). We investigated the addition of 5-nitrouracil (5-NU), a TP inhibitor, into blood samples for precise measurements of plasma 5-FU concentrations. The plasma concentration of 5-FU was measured after capecitabine administration. Two samples were obtained at 1 or 2 h after capecitabine administration and 5-NU was added to one of each pair. Samples were stored at room temperature or 4 °C and 5-FU concentrations were measured immediately or 1.5 or 3 h later. The mean plasma 5-FU concentration was significantly higher at room temperature than at 4 °C (p < 0.001). The 5-FU concentration was significantly increased in the absence of 5-NU than in the presence of 5-NU (p < 0.001). The 5-FU change in concentration was greater in the absence of 5-NU, and reached 190% of the maximum compared with baseline. A significant interaction was found between temperature and 5-NU conditions (p < 0.001). Differences between the presence or absence of 5-NU were greater at room temperature than under refrigerated conditions. 5-FU plasma concentrations after capecitabine administration varied with time, temperature, and the presence or absence of 5-NU. This indicates that plasma concentrations of 5-FU change dependent on storage conditions after blood collection.
and α-fluoro-β-alanine do not necessarily reflect concentrations in normal tissues and cancers after capecitabine therapy 13 .
Incurred sample reanalysis (ISR) is the confirmation of the reproducibility of quantitative values by re-measurement of blood samples collected after the administration of test drugs to animals and humans 14 . The acceptance criteria for ISR data are advocated by the bioanalytical community and should be within 20% of the original sample results for nonligand-binding small-molecule assays 15 . However, ISR analysis for 5-FU in samples from patients that were dosed orally with capecitabine failed this evaluation while 5-FU intravenously dosed patients in the same study had acceptable ISR results 16 . The experimental evidence indicated that 5′-DFUR conversion to 5-FU was the primary cause for ISR failure. 5-Nitrouracil (5-NU) is similar in structure to 5-FU and inhibits TP, blocking the reaction from 5′-DFUR to 5-FU 17 . Because capecitabine is predominantly converted to 5-FU in tumours, 5-FU levels in blood are typically measured after the oral administration of capecitabine without a metabolic inhibitor such as 5-NU. However, it was reported that 5′-DFUR continued to be converted to 5-FU even after samples had been stored at −70 °C 16 .
Here we analysed changes in 5-FU plasma concentration by using blood samples with the addition of 5-NU, which inhibits the conversion of 5′-DFUR to 5-FU.
Results
We collected samples under 24 conditions as shown in Fig. 1 , and the 5-FU plasma concentrations are shown in Table 1 . The mean blood 5-FU concentration was significantly higher at room temperature storage than at 4 °C, irrespective of the presence of 5-NU, and the difference increased over time. In the absence of 5-NU, the concentration of 5-FU was significantly increased under all conditions over time. The plasma concentration of 5-FU immediately after thawing at room temperature was 119.7 ng/ml (# 1) but increased to 228.6 ng/ml (# 5) after 3 h. The concentration after 3 h was only increased to 136.6 ng/ml after adding 5-NU. When measured at 4 °C, the concentration after 3 h was reduced to 145.1 ng/ml (# 11). The change of 5-FU plasma concentration compared with the baseline value determined immediately after thawing is shown in Fig. 2 . The change of plasma 5-FU concentrations was the highest in samples obtained 2 h after capecitabine followed by storage at room temperature without 5-NU, but was minimal in the sample obtained 1 h after capecitabine followed by storage under refrigerated conditions. Larger differences in 5-FU measurements were detected in the absence of 5-NU, with a maximum difference of 190%. The addition of 5-NU and measurement at 4 °C suppressed the increase in plasma concentration of 5-FU over time. Table 2 shows the analysis of the percentage change in plasma 5-FU concentrations from the baseline (immediately after freezing and thawing) using a mixed effect model including time from capecitabine administration, temperature, 5-NU, and time from thawing as fixed effects and using patients as a random effect. A statistically The plasma concentration of 5-FU was measured under 24 different conditions to investigate the effect of temperature, time, and 5-NU on 5-FU concentration. Blood samples (5 ml) were collected at 1 h and 2 h after the administration of capecitabine (1000 mg/m 2 ) into two EDTA blood collection tubes for each time point. To one of the two tubes, 5-NU was added. The samples were centrifuged at 4 °C and the plasma component was stored at −80 °C. After freezing and thawing, each sample was divided in half with one half placed at room temperature (room) and the other placed on ice (cold). The 5-FU plasma concentration was measured at three time points: immediately, after 1.5 h and after 3 h. significant difference was observed for all conditions: time after oral administration (1 h vs 2 h, p = 0.001), temperature (room temperature vs 4 °C, p < 0.001), 5-NU (present vs absent, p < 0.001), and the time after freezing and thawing (1.5 h vs 3 h, p = 0.01). The factor that showed the largest change was the presence or absence of 5-NU. A significant interaction was noted between the temperature and 5-NU conditions (p < 0.001) ( Table 3) . The difference between the presence and absence of 5-NU was greater at room temperature than under refrigerated conditions. Given the significant interaction between temperature and 5-NU, a subset analysis was performed for room temperature and refrigerated storage conditions. A significant difference was observed between the presence and absence of 5-NU as a stabilizing agent both at room temperature storage and at refrigerated storage.
Discussion
The efficacy of 5-FU therapeutic drug monitoring has been validated in several studies, which demonstrated the significant superiority of pharmacokinetic monitoring compared with conventional 5-FU dose to improve response rates and decrease severe toxicity 6, 18 . Therefore, a lot of research has been conducted to assess an appropriate dose adjustment algorithm 7, 19 . The AUC of 5-FU plasma concentrations appears to be the most relevant pharmacokinetic parameter associated with 5-FU-related toxicity and efficacy. Several studies proposed a 5-FU target AUC of 20-24 mg·h/L 6, 20 . Therefore, accurate measurement of plasma 5-FU concentration is critical with such a narrow therapeutic window.
Capecitabine is selectively converted to 5-FU in cancers via a cascade of three enzymes: carboxyl esterase, cytidine deaminase, and TP 10 . When measuring 5-FU blood concentrations after the administration of capecitabine, inhibitors of these three enzymes are not included in the blood samples because capecitabine is not thought to be converted to 5-FU until it reaches the tumour. Therefore, no previous study has attempted to measure blood 5-FU concentrations in the presence of these enzyme inhibitors following oral capecitabine administration. TP www.nature.com/scientificreports www.nature.com/scientificreports/ converts 5′-DFUR to 5-FU and also functions as an angiogenic factor 21, 22 . TP is expressed at high levels in glial cells, macrophages, stromal cells, and some epithelia 23 . A high correlation was found between tumour TP levels and serumTP levels (r = 0.65, p < 0.0001) 24 . However, serum TP levels were considerably lower compared with tumour TP levels 24, 25 . Therefore, conversion of 5′-DFUR to 5-FU in blood is considered negligible because of the low biological activity of TP.
In this study, we added 5-NU to blood collection tubes and observed chronological changes in the blood concentration of 5-FU following capecitabine administration. Our results showed that the concentration of 5-FU increased nearly two-fold under some measurement conditions. Lowering the measurement temperature and adding 5-NU suppressed the increase in the plasma concentration of 5-FU over time. Therefore, metabolism to 5-FU occurred at room temperature or in the absence of 5-NU. Notably, the addition of 5-NU, an inhibitor of TP, suppressed the elevation of blood concentrations of 5-FU. This indicates that plasma components may contain TP and that 5′-DFUR may be converted to 5-FU in the blood (Fig. 3, red arrow) . Gamelin et al. examined plasma 5-FU concentrations within the therapeutic range based on past study results and reported that the use of plasma 5-FU concentrations, rather than BSA, as an index to adjust dosage was more conducive to successful treatment with fewer serious adverse events. Measuring 5-FU concentrations in blood was previously difficult because of the need for specialized equipment, but since the development of new kits, relatively simple tests are available. The My5-FU assay is a nanoparticle-based immunoassay that can be run on a standard clinical laboratory automated clinical chemistry analyser, enabling high sample throughput 26 . The My5-FU assay showed equivalent performance on different analysers such as liquid chromatography-tandem mass spectrometry (LC-MS) and other clinical analyzers 27 . A linear relationship (r = 0.9204) exists between My5-FU assays and LC-MS for plasma concentrations of capecitabine 28 . My5-FU allows for the measurement of the plasma concentration of 5-FU, which was conventionally measured using special analysis equipment as well as a general clinical laboratory instrument. Therefore, monitoring of blood levels of anti-cancer drugs, which was previously difficult, has become possible in clinical practice. The My5-FU procedure recommends the use of a DPD inhibitor as a stabilizer. DPD, the catalysing enzyme in the first and rate-limiting steps of the 5-FU degradation process, degrades approximately 85% of administered 5-FU 29 . When measuring blood levels of 5-FU, the addition of DPD inhibitors is common, even when using measuring methods other than My5-FU. However, the inclusion of inhibitors of enzymes involved in converting capecitabine to 5-FU is not common. As shown in this study, 5-FU blood levels after capecitabine administration are dependent on various measurement conditions, such as time, temperature, and the presence or absence of 5-NU. The reason that the difference in 5-FU plasma concentration was the highest at 2 h after capecitabine administration is unknown, and further evaluation is necessary. Although our data show www.nature.com/scientificreports www.nature.com/scientificreports/ it is preferable to measure plasma 5-FU concentrations at 4 °C immediately after blood collection, this may not be practical in actual clinical settings because of various reasons. In such cases, it is possible to minimize the changes in 5-FU blood concentrations by adding 5-NU. The simplest way to avoid false plasma concentrations of 5-FU is to analyse plasma samples of patients immediately after the collection of whole blood. By using My5-FU, these measurements can be performed easily and quickly. It is desirable to convert this modality for patients who will receive capecitabine irrespective of their clinicopathological factors. However, it is necessary to consider cost-effectiveness because this methodology will increase medical expenses. Because the accurate measurement of plasma 5-FU concentrations is critical not only for reducing and preventing adverse events but also for predicting responses, further investigation is necessary.
There were some limitations in this study. First, the sample size was small. This study had a very efficient design using repeated measurements. This design allows the intra-individual variation to be used as a residual error for statistical analyses. Thus, although the sample size was 6, which is not large, statistically significant differences were obtained. Second, although 5-FU plasma concentrations were measured by antibody reaction, My5-FU can easily measure the plasma concentrations of 5-FU using common clinical laboratory equipment. Third, capecitabine showed high pharmacokinetic variability; therefore, the Time to Maximum Effect (Tmax) of metabolites may occur later than the sampling time (2 h) of capecitabine. Thus, extending the sampling time may cause further differences in plasma concentrations of 5-FU. In addition, this was a pure in vitro study without the establishment of an in vivo model. To characterize the results properly, it is desirable to establish additional animal models. However, considering that the lethal dose 50 (mouse) of 5-nitrouracil is 3.25 μg/g, it will be difficult to administer these amounts of 5-nitrouracil to an animal model. Although these limitations remain, we have not only demonstrated the instability of the plasma concentration of 5-FU after capecitabine administration, but also suggested the need for inhibitors such as TP.
Patients and Methods
Patients and eligibility criteria. Six patients treated with capecitabine for colorectal cancer were enrolled in this study between June and September 2017. This study was performed in accordance with the ethical guidelines for clinical studies. The institutional review board at Fukuoka University approved the protocol (16-10-02). Informed consent was obtained from all patients prior to study entry. All procedures were performed in accordance with the Declaration of Helsinki.
Eligible patients were ≥20 years of age, with histologically confirmed colorectal cancer without prior chemotherapy and radiotherapy for metastatic cancer. The patients also met the following criteria: life expectancy ≥3 months; Eastern Cooperative Oncology Group performance status 0-1; neutrophil count ≥1000/mm 3 ; haemoglobin ≥8.0 g/dL; platelet count ≥75000/mm 3 ; serum creatinine ≤1.5 times the upper normal limit; and total bilirubin ≤2.0 mg/dl.
Patients were excluded on any one of the following conditions: serious drug allergy; severe peripheral neuropathy; active infection; uncontrollable hypertension; mechanical or paralytic bowel obstruction; uncontrollable diabetes mellitus; cirrhosis; unstable ischemic heart disease; multiple malignancy within the last 5 years; ascites or pleural effusion or pericardial effusion; uncontrolled diarrhoea; and any other criteria making a patient unsuitable for this study.
Measurement of 5-FU plasma concentration.
The overall study flow for sample collection is shown in Fig. 1 . We evaluated the plasma concentration of 5-FU in 24 different conditions per patient. Blood samples (5 ml) were collected at 1 h and 2 h after administration of capecitabine (1000 mg/m 2 ) into two EDTA blood collection tubes for each time point. To one of the two tubes, 100 μL of 15 mM 5-NU was added. The samples were Capecitabine is selectively converted from 5′-DFUR to 5-FU in cancer cells by thymidine phosphorylase (TP). The addition of 5-NU, which is an inhibitor of TP, suppressed the increase in plasma concentration of 5-FU, indicating that 5′-DFUR is converted to 5-FU in the blood. In the absence of TP inhibitor, capecitabine can be converted to 5-FU even in the blood (red arrow). centrifuged at 4 °C and the plasma component was aspirated and stored at −80 °C until analysis. After freezing and thawing, each plasma sample was divided in half with one half placed at room temperature and the other placed on ice. The 5-FU plasma concentration was measured at three time points: immediately, after 1.5 h and after 3 h. We measured the concentrations twice for each condition and calculated the mean value. The concentrations of 5-FU were measured by photometric detection using a homogeneous competitive nanoparticle immunoassay (My5-FU; Saladax Biomedical, Bethlehem, PA, USA) and analysed on a commercial Abbott Architect C4000 biochemical analyser as described [26] [27] [28] [30] [31] [32] [33] . Saladax provides a stabilizer kit as a dihydropyrimidine dehydrogenase (DPD) inhibitor. The assay is based on the aggregation of nanoparticles that is inversely proportional to the amount of 5-FU in the sample.
Statistical analyses. The percentage change in plasma 5-FU concentration from the baseline (immediately after freezing and thawing) was assessed using the mixed effect model with the time elapsed after capecitabine administration (1 and 2 h), temperature (room temperature/refrigeration), presence/absence of 5-NU, and time elapsed after freezing and thawing (1.5 and 3 h) as the fixed effects and the patient as a random effect. Interactions between 5-NU and the other three effects were also evaluated. The sample size was not statistically calculated because this was an exploratory study. We decided to measure 24 points for each of the six patients. A P value less than 0.05 was considered statistically significant. Data were analysed using SAS version 9.4 (SAS Institute, Cary, NC, USA).
Data availability
The data that support the findings of this study are available from the corresponding author upon reasonable request.
